Background--Insulin signaling comprises 2 major cascades: the insulin receptor substrate/phosphatidylinositol 3′-kinase/protein kinase B and Ras/Raf/mitogen-activated protein kinase/kinase/ERK pathways. While many studies on the tissue-specific effects of the insulin receptor substrate/phosphatidylinositol 3′ -kinase/protein kinase B pathway have been conducted, the role of the other cascade in tissue-specific insulin resistance has not been investigated. High glucose/fatty acid toxicity, inflammation, and oxidative stress, all of which are associated with insulin resistance, can activate ERK. The liver plays a central role in metabolism, and hepatosteatosis is associated with vascular diseases. The aim of study was to elucidate the role of hepatic ERK2 in hepatosteatosis, metabolic remodeling, and endothelial dysfunction.
O besity-related diseases (ORD), such as metabolic syndrome and type 2 diabetes mellitus, are characterized by insulin resistance, and recent research on insulin resistance has indicated that hepatosteatosis (HST) is closely associated with cardiovascular complications. Patients with nonalcoholic HST had impaired flow-mediated vasodilatation 1 and increased carotid artery intimal-medial thickness. [2] [3] [4] [5] [6] HST was associated with moderately increased cardiovascular events in individuals with type 2 diabetes mellitus, independently of classic risk factors. 7 Thus, HST can be regarded as a risk factor for vascular diseases in ORD associated with insulin resistance. The role of the hepatic insulin receptor substrate (IRS)/ phosphatidylinositol 3′-kinase (PI3K)/protein kinase B (Akt) pathway in insulin signaling has been extensively studied, mainly in in vitro. Akt regulates various phenotypes, including those of cell survival, hypertrophy, angiogenesis, and intracellular metabolism such as glucose/amino acid transport, glycogen synthesis, lipid synthesis, and protein synthesis.
Using hepatocyte-specific insulin receptor-deficient mice, Kahn et al 9, 10 observed impairment of gluconeogenesis and hyperlipidemia with susceptibility to atherosclerosis. Although the hepatic IRS/PI3K/Akt pathway downregulates gluconeogenesis via suppression of FoxO transcription factors, it upregulates SREBP1, which accounts for the acceleration of lipid synthesis by insulin. The development of HST with glucose intolerance may require an imbalance in glucose/ lipid-metabolic regulation by insulin in the liver.
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The other major cascade of insulin signaling is the Ras/Raf/ mitogen-activated protein kinase/kinase (MEK)/ERK pathway. However, the role of hepatic ERK in insulin resistance and metabolic changes in vivo has not been investigated. Insulin resistance is associated with inflammation, high glucose/fatty acid toxicity, and oxidative stress, and all of these conditions can activate ERK signaling in many cell types. We hypothesize that the activation of ERK plays a different metabolic role in HST. The aim of this study was to clarify the role of hepatic ERK2 in obese-induced insulin resistance and metabolic remodeling. Focusing on the central role of the liver in metabolism, we tested the impact of deleting hepatic ERK2 on glucose/lipid metabolism and the development of HST. We also tested vascular oxidative stress and endothelial dysfunction, the most sensitive indicators for vascular diseases. Because recent research showed that endoplasmic reticulum (ER) stress in the liver played an important role in ORD and type 2 diabetes mellitus, 12 the expression of sarco/endoplasmic reticulum Ca 2+ -ATPase (SERCA) 2 and the ER stress markers was tested in the liver from mice and in cultured hepatoma cells treated with free fatty acid (FFA). The results demonstrated the impact of metabolic remodeling induced by HST and hepatic insulin resistance on endothelial dysfunction in ORD.
Methods

Animals, Genotyping, and Diets
To ablate ERK2 selectively in the liver, we used the Cre-loxP strategy. A floxed allele in which exons 2 and 3 of ERK2 were flanked by loxP sites was constructed as reported previously.
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ERK2 floxed mice were backcrossed with C57BL/6J for >10
generations. An albumin promoter-driven Cre recombinase transgenic mouse line (Alb-Cre), in which Cre activity is confined to the liver, was used to drive recombination. We crossed the ERK2 floxed mice with Alb-Cre mice, which had been maintained on the same background (C57BL/6J). The resulting Alb-Cre +/À ;ERK2 (lox/lox) mice (also referred to as LE2KO) were viable and fertile with a normal appearance. The littermate controls used in this study had the following genotypes: Alb-Cre (À/À) ;ERK2 (+/+) , Alb-Cre (+/À) ;ERK2 (+/+) , or Alb-Cre (À/À) ; ERK2 (lox/lox) (also referred to as wild-type, Alb-Cre, and ERK2 (lox/lox) , respectively).
Animals were maintained in a temperature-controlled facility on a 12-hour light/dark cycle (lights on from 7:00 AM to 7:00 PM) and fed a normal rodent diet (Clea Japan, Inc; Table 1 ) ad libitum. Eight-week-old male liver-specific ERK2 knockout mice (LE2KO) and control littermates were fed either normal chow (NC) or high-fat/high-sucrose diet (HFHSD; F2HFHSD with 28.3% of calories from carbohydrates, 54.5% from fat, and 17.2% from protein [Oriental Yeast]; Table 1 ) for 20 weeks. Genotyping for the ERK2 floxed allele and the presence of Cre was performed by polymerase chain reaction (PCR) analysis using genomic DNA isolated from the tail tip.
All experiments were conducted according to the institutional ethical guidelines for animal experiments and the safety guidelines for gene manipulation experiments of the National Defense Medical College. The experiments were approved by the Committee for Animal Research of the National Defense Medical College.
Measurements of Systolic Blood Pressure and Heart Rate
Systolic blood pressure and heart rate were measured by the tail-cuff method (MK-2000; Muromachi Kikai) without anesthesia. 
Tissue Preparation and Histology
Mice were killed via pentobarbital injection and perfused with 0.9% saline followed by 4% paraformaldehyde. The liver, heart, aorta, and fat were fixed in 10% formalin for 24 hours, embedded in paraffin, and sectioned. All samples were routinely stained with hematoxylin and eosin. Liver samples were visualized with an anti-ERK2 antibody (Abcam).
Measurement of Metabolites
Blood glucose levels were determined using a glucose-detection kit (Wako Pure Chemical Industries). Serum insulin levels were measured using ELISA kits (Mercodia). Serum levels of total cholesterol (TC), triglycerides (TG), high-density lipoprotein cholesterol (HDL-C), and FFA were assessed by enzymatic assays (Wako Pure Chemical Industries). Glucose tolerance tests (GTTs) were performed on animals that had been fasted overnight for 14 hours, whereas insulin tolerance tests (ITTs) were performed in the random-fed state. D-Glucose 1.5 g/kg body weight was orally administered to animals, or they were injected with human regular insulin 0.75 U/kg body weight (Humulin R; Eli Lilly) into the peritoneal cavity. Vein blood was collected at 0, 15, 30, 60, and 120 minutes after oral administration of glucose or 0, 20, 40, 60, and 120 minutes after insulin injection, and blood glucose levels were measured. Areas under the glucose-time curve were also calculated.
Hepatic TC and TG Measurements
Lipids were extracted as previously described. 15 In brief, livers were perfused and homogenized in saline at a concentration of 3 mL/g liver tissue. The homogenates were diluted 59 with PBS and lipids were solubilized at 37°C for 5 minutes, in 1% deoxycholate for TG and 0.25% deoxycholate for cholesterol. Levels of hepatic TC and TG were measured with a kit (Wako Pure Chemicals).
Measurement of Reactive Oxygen Metabolites and Biological Antioxidant Potential Levels
Both blood reactive oxygen metabolites (ROM) and biological antioxidant potential (BAP) levels were measured with a Free Radical Elective Evaluator (FREE; Wismerll Co Ltd) as previously described. 16 In brief, to measure ROM, a 20-lL serum sample and 1 mL buffered solution (R2 kit reagent) were gently mixed in a cuvette, and then 20 lL chromogenic substrate (R1 kit reagent) was added to the cuvette. After mixing well, the cuvette was immediately incubated in the thermostatic block of the analyzer for 5 minutes at 37°C, and then absorbance at 505 nm was recorded. Measurements are expressed as Carratelli units (CARR U), with 1 CARR U corresponding to 0.8 mg/L H 2 O 2 . To measure BAP, a 10-lL blood sample was mixed with the colored solution and incubated for 5 minutes at 37°C before photometric analysis, and then absorbance was recorded. ROM indicates plasma hydroperoxide products and BAP indicates antioxidant capacity in serum.
Gene Microarray Analysis
The "3D-Gene" Mouse Oligo chip 24k (Toray Industries Inc), which contains 23 522 distinct genes, was used for the oligo-DNA microarray analysis comparing livers from LE2KO and controls fed HFHSD. For efficient hybridization, this microarray is constructed in 3 dimensions, with a well as the space between the probes and cylinder stems, and 70-mer oligonucleotide probes on the top. Total RNA was labeled with Cy3 or Cy5 using the Amino Allyl Message Amp II aRNA Amplification Kit (Applied Biosystems). The Cy3-or Cy5-labeled aRNA samples were pooled in hybridization buffer and hybridized for 16 hours. The hybridization was performed using the supplied protocols (www.3d-gene.com). Hybridization signals were scanned using the ScanArray Express Scanner (PerkinElmer) and processed using GenePixPro version 5.0 software (Molecular Devices). The detected signals for each gene were normalized using a global normalization method (median Cy3/Cy5 ratio=1). Pathway analysis was performed according to the number of genes on each pathway, which were either upregulated or downregulated in livers from LE2KO fed HFHSD.
Quantitative Real-Time PCR 
Measurement of Vascular Superoxide Production
The superoxide production of aortic rings was assessed with dihydroethidium (DHE) (Invitrogen Molecular Probes), as previously described. 17 Frozen sections of the aortic rings were immediately cut into 10-lm-thick sections and placed on glass slides. 
Preparation of Aortic Rings and Organ Chamber Experiments
Measurement of isometric tension was performed as described previously. 19 Thoracic aortas from mice were cut 
Statistical Analysis
Results are presented as meanAESEM. The Kolmogorov-Smirnov test was used to test normality. Data for body weights, GTTs, ITTs, and vascular relaxation were analyzed by 2-way ANOVA with repeated measures followed by the post hoc test with Bonferroni correction for multiple comparison. The other data were analyzed by 1-way ANOVA followed by the post hoc test with Bonferroni correction for multiple comparison or Kruskal-Wallis test followed by Dunn's multiple comparison test. All statistical analyses were performed with GraphPad Prism Software version 5.02. A P value of <0.05 was considered to be statistically significant. In the graphed data, P values are denoted as *<0.05, **0.01, and ***0.001.
Results
Generation and Characteristics of LE2KO
Efficiency and specificity of the ERK2 deletion were assessed in various tissue lysates from 3 control mice and LE2KO. As shown in Figure 1A , ERK2 expression was unaffected in the (lox/lox) (lower left), and LE2KO (lower right) at 8 weeks of age. Scale bars, 100 lm. (C) Weight curves for controls and LE2KO on NC or HFHSD, respectively (n=13 for each group). (D-F) BMI (D) (n=13 for each group), systolic blood pressure (E) (controls on NC; n=5, LE2KO on NC; n=5, controls on HFHSD; n=6, LE2KO on HFHSD; n=6), and heart rate (F) (controls on NC; n=5, LE2KO on NC; n=5, controls on HFHSD; n=6, LE2KO on HFHSD; n=6) in controls and LE2KO on NC or HFHSD, respectively. Error bars represent SEM. Alb-Cre indicates An albumin promoter-driven Cre recombinase transgenic mouse; BMI, body mass index; ERK, extracellular signal-regulated kinase; HFHSD, high-fat/high-sucrose diet; LE2KO, liver-specific ERK2 knockout mice; NC, normal chow; WT, wild-type.
liver from ERK2
(lox/lox) and Alb-Cre mice compared with wild-type mice, indicating that ERK2 expression is affected by neither the loxP modification of the ERK2 locus nor the Alb-Cre recombinase transgene alone. By contrast, LE2KO exhibited a reduction in ERK2 protein in the whole liver lysates, consistent with hepatocyte-specific deletion. The level of ERK2 protein in aorta, heart, kidney, skeletal muscle, brain, and white adipose tissue was equal to that of controls ( Figure 1A ). Immunohistochemical findings of the liver from LE2KO also demonstrated a reduction in ERK2 expression in hepatocytes compared with controls ( Figure 1B , lower right). LE2KO and controls [ERK2 (lox/lox) used as control mice] were weaned onto either HFHSD or NC for 20 weeks. LE2KO had similar increases in body weight and body mass index to the control littermates, on HFHSD for 20 weeks ( Figure 1C and 1D). Blood pressure and heart rate were not different between the controls and LE2KO when fed HFHSD ( Figure 1E and 1F).
Deletion of Hepatic ERK2 Induces Deterioration of HST During Metabolic Overload
In the basal state at 8 weeks, no changes in the histological character of the liver were observed in LE2KO (data not shown). However, in the HFHSD-fed LE2KO, there was a marked deterioration in HST ( Figure 2D ). The TC content in the liver was not different between LE2KO and controls whether fed NC or HFHSD ( Figure 2E ).
HFHSD-Fed LE2KO Have Increased Serum FFA Levels Without Changes in TG
To evaluate the serum lipid profile, we measured the levels of serum TC, TG, HDL-C, and FFA. There was no significant difference in serum TC ( Figure 3A ), TG ( Figure 3B ), and HDL-C ( Figure 3C ) between the LE2KO and controls fed either diet.
The serum level of FFA was modestly increased in LE2KO on HFHSD ( Figure 3D ).
HFHSD-Fed LE2KO Exhibit Decreases SERCA2 Expression and Induction of ER Stress
To investigate the mechanism by which HST was aggravated in HFHSD-fed LE2KO, we used oligo-DNA microarray analysis. Among 23 522 distinct genes, the representative ones showing 2-fold upregulation or 2-fold downregulation in the livers of LE2KO compared with the control when fed HFHSD are listed in Table 2 . Detoxify genes (Gsta, Aldh1, and Cyp2a) and those for FFA synthesis (Acsm3 and AacS) and glucokinase were upregulated. Genes related to carbohydrate and FFA catabolism (Hk2, Pkm2, Pkfm, Pdk4, Fabp, Lpl, and Cpt1b) and mitochondrial enzymes (Cox6a/7a, Ucp3, and Aco2) were downregulated. Among several upregulated pathways revealed by pathway analysis that was also conducted (Table 3) , those for fatty acid/statin and prostaglandin synthesis were upregulated in LE2KO on HFHSD, suggesting changes in lipid metabolism. Carbohydrate metabolic pathways were markedly downregulated (glycolysis/gluconeogenesis/glycogen/fructose/mannose metabolism/tricarboxylic acid cycle), as well as insulin signaling, suggesting insulin resistance in the liver. Inflammatory responses and matrix metalloproteinases were also downregulated. Interestingly, genes related to muscle relaxation/constriction (including intracellular Ca 2+ regulation) were markedly downregulated in LE2KO, including P-type Ca 2+ transporters such as Na + , K + -ATPase (ATP1a2) and SERCA2 (ATP2a1-2).
Because downregulation of SERCA could induce ER stress, resulting in metabolic remodeling, we evaluated the protein and mRNA expressions of SERCA2, a key molecule in ER stress. Western blot analysis and real-time PCR revealed that SERCA2 expression levels were comparable between LE2KO and controls fed NC, whereas in the case of mice fed HFHSD, they were decreased in LE2KO compared with the controls (Figure 4A and 4B) .
Next, to determine if hepatic ER stress was induced in HFHSD-fed LE2KO, the phosphorylation of ER membrane proteins phospho-PERK (Thr 980) and phospho-IRE1a (Ser724), and its downstream protein phospho-eIF2a (Ser51), was analyzed by Western blotting ( Figure 4C ). The phosphorylation of PERK, IRE1a, and eIF2a was increased in HFHSD-fed LE2KO compared with HFHSD-fed controls (Figure 4D through 4F) . The protein expressions of BiP, an ER molecular chaperone, and CHOP, a stress-induced transcription factor, were markedly induced in the mice ( Figure 4H through 4J). The phosphorylation of JNK was also elevated in livers from HFHSD-fed LE2KO compared with those from HFHSD-fed controls ( Figure 4G ). These results clearly showed that ER stress was induced in HFHSD-fed LE2KO.
A MEK Inhibitor, PD98059, Decreases SERCA2 Expression and Induces ER Stress in Huh-7 Cells Only in the Presence of Palmitate
To test the effects of ERK inhibition in hepatocytes with high fat loading, we used the Huh-7 hepatoma cell line, in the presence or absence of palmitate. As palmitate was absorbed with BSA into the cultured cells, FFA-free BSA was applied to control cells. Preincubation with PD98059 mostly suppressed phosphorylation of ERK1/2 in cells with BSA or BSA and palmitate (250 lmol/L) ( Figure 5A and 5B). However, PD98059 decreased protein expression of SERCA2 only in the presence of palmitate ( Figure 5C ). PD98059 phosphorylated IRE1a ( Figure 5D Serum Fasting Glucose, Insulin, and Oxidative Stress Markers Increased in HFHSD-Fed LE2KO
To evaluate glucose metabolism and systemic oxidative stress, we measured the levels of blood glucose, ROM, a systemic oxidative stress marker, and BAP, representing systemic antioxidant ability. There was no significant difference regarding fasting blood glucose between LE2KO and controls when fed NC, which were significantly elevated in LE2KO compared with controls when fed HFHSD (Figure 6A) . We also measured serum insulin concentrations, which was increased 2-fold in LE2KO compared with controls, for HFHSD ( Figure 6B ). In these mice, ROM was elevated ( Figure 6C ), while BAP was decreased ( Figure 6D ), indicating the induction of systemic oxidative stress.
Glucose Tolerance and Insulin Sensitivity Impaired in HFHSD-Fed LE2KO
Because HST is associated with hepatic insulin resistance, and insulin signaling and carbohydrate metabolism were markedly downregulated in pathway analysis using Gene-Chip, we assessed the metabolic characteristics of the HFHSD-fed LE2KO. To evaluate glucose metabolism and insulin sensitivity, we performed the GTT and ITT. In the GTT, blood glucose levels were not different between LE2KO and controls fed NC, whereas for HFHSD-fed LE2KO, compared with the HFHSD controls, there was a significant increase in blood glucose levels at 15, 30, and 60 minutes after oral glucose intake ( Figure 7A ). There was also a blunted response to insulin at 40, 60, and 120 minutes in these mice in the ITT ( Figure 7B ). Thus, hepatic ERK2 deficiency dysregulated carbohydrate metabolism and markedly increased insulin resistance in mice that were under obesity-induced metabolic stress.
Vascular ROS Production Markedly Increases With Upregulation of Nox1 and Nox4 in HFHSD-Fed LE2KO
Although no remarkable histological changes in cardiovascular morphology were observed in the HFHSD-fed LE2KO ( Figure 8A through 8C), metabolic risk factors for vascular diseases-such as aggravated HST, insulin resistance, impaired glucose tolerance, and elevated serum FFA-were present, and induction of systemic oxidative stress was observed. As these metabolic changes can induce vascular oxidative stress, we assessed vascular ROS production using DHE staining and the Amplex red assay. Aortic superoxide production was elevated by 1. Figure 9A and 9B). H 2 O 2 production assessed by the Amplex red assay was also elevated in aortas from LE2KO on HFHSD ( Figure 9C ). We also assessed mRNA expression levels of Nox and SOD isoforms in aortas by real-time PCR. The expressions of Nox1 ( Figure 9D ) and Nox4 ( Figure 9F ) were markedly increased in aortas from LE2KO fed HFHSD, without changing Nox2 (Figure 9E ), SOD1 ( Figure 9G ), and SOD3 expressions ( Figure 9H ).
Markedly Decreased Endothelium-Dependent Relaxation With Reduced eNOS Phosphorylation in HFHSD-Fed LE2KO
As vascular oxidative stress has been seen to aggravate endothelial dysfunction in various disease models, we next assessed endothelium-dependent, acetylcholine-induced relaxation with isometric tension measurement in aortic rings. Endothelium-dependent, acetylcholine-induced relaxation was not different between LE2KO and the controls on NC, whereas endothelium-dependent, acetylcholine-induced relaxation was markedly decreased in aortic rings from HFHSD-fed LE2KO (controls fed NC: 67.5AE5.2% Figure 10A ), although there was no significant difference in sodium nitroprussideinduced relaxation ( Figure 10B) .
P<0.01 versus controls fed HFHSD) (
Next, we assessed the phosphorylation of eNOS, which modulates NO release. The phosphorylation of eNOS at Ser1177 is important for the catalytic activity of the enzyme. Phosphorylation at Ser1177 was markedly decreased in HFHSD-fed LE2KO ( Figure 10C ), which indicated that impairment of endothelium-dependent, acetylcholine-induced relaxation in the aorta was associated with reduced eNOS function and elevated ROS production.
Discussion
This study is the first to demonstrate the role of hepatic ERK2 in HST and metabolic remodeling in a mouse model of ORD. Hepatic ERK2 deficiency brought about impaired glucose tolerance with marked insulin resistance and increased serum FFA and oxidative metabolite levels. In seeking a molecular mechanism for the aggravation of hepatic metabolism, reduced expression of SERCA2, a key molecule in ER stress, was observed in oligo-DNA Gene-Chip analysis. In the case of HFHSD, the mRNA and protein levels of hepatic SERCA2 in LE2KO were significantly lower than those in the controls. Also, hepatic BiP and CHOP expression levels were increased in LE2KO on HFHSD, suggesting further induction of ER stress in the liver. Using the cultured cell system, MEK inhibition blunted ERK activation, induced ER stress, and reduced SERCA2 expression only in the presence of high fatty acid. Our results showed that there was metabolic remodeling of carbohydrate, fatty acid, and peroxides in LE2KO on HFHSD, which was associated with the marked endothelial dysfunction. To investigate the influence on vascular function of HST in HFHSD-fed LE2KO, we focused on the NO/ROS balance. Vascular ROS production assessed by DHE staining and the Amplex red assay was markedly increased in HFHSD-fed LE2KO compared with HFHSD-fed controls, which was accompanied by upregulation of Nox1 and Nox4. The phosphorylation of eNOS at Ser1177 was blunted in aortas from LE2KO on HFHSD. Further, for mice fed HFHSD, endothelium-dependent relaxation was maintained in aortas from controls but was markedly decreased in those from LE2KO. These results indicated that hepatic ERK2 played an important role in preventing the development of HST via aggravation of ER stress and metabolic remodeling in HFHSD mice and protected them from endothelial dysfunction induced by an NO/ROS imbalance ( Figure 11 ).
Insulin resistance is widely regarded as an important factor in impairment of endothelial function, though mechanisms have not been completely elucidated. The effects of insulin are organ-specific, and the portion of insulin signaling pathways that is impaired varies. In vascular tissue from the Zucker obese rat, a typical animal model of insulin resistance, the activation of the IRS/PI3K/Akt pathway due to insulin was impaired despite the preservation of ERK1/2 phosphorylation due to insulin. 20 In cultured endothelial cells, the activation of ERK1/2 due to oxidative stress phosphorylated Ser616 of IRS1 and impaired Akt phosphorylation. 21 In skeletal muscle from type 2 diabetic patients, the phosphorylation of Akt due to insulin was reduced, although the phosphorylation of ERK was preserved. These findings suggest that the preservation of ERK activation due to insulin may further impair the PI3K/Akt pathway in vascular tissue, Journal of the American Heart Association aortic endothelial cells, and skeletal muscle in insulin resistance. 22 In this regard, Jager et al 23 reported that the systemic deletion of ERK1 decreased adipose tissue inflammation and improved glucose uptake of skeletal muscle. However, the role of tissue-specific ERK cascade in insulin signaling in ORD, especially in the liver, has not been examined yet.
In hepatocyte-specific insulin receptor-deficient mice, Kahn et al noted impairment of gluconeogenesis, and hyperlipidemia with susceptibility to atherosclerosis, the marked HST seen in our model was absent. Hepatocytes express both IRS1 and IRS2, and the metabolic effects of insulin in the liver are decreased gluconeogenesis and increased FFA synthesis, 11 both of which can be induced by the IRS/PI3K/Akt pathway. So, the impairment of this pathway could be protective against FFA accumulation in liver, though it could promote gluconeogenesis with FoxO activation. Thus, systemic deletion of ERK1 may improve insulin resistance with upregulation of IRS/PI3K/Akt in endothelium, skeletal muscle, and adipocytes, and the ERK cascades in the liver may play different roles. Considering the specific metabolic effects of insulin in the liver, we investigated the role of hepatic ERK2 in insulin resistance using LE2KO mice. Interestingly, there was marked aggravation of HST in these mice with HFHSD. Serum insulin levels were markedly increased in HFHSD-fed LE2O, with glucose levels in the GTT and ITT clearly indicating marked insulin resistance. Although we did not clarify the different effects of ERK1 and ERK2 in the liver, these results show that hepatic ERK2 played a protective role against HST associated with insulin resistance in in vivo.
To elucidate the mechanism for aggravation of HST in LE2KO on HFHSD, we used pathway analysis in the Gene-Chip experiments. Several lipid-metabolism pathways, such as those for fatty acids, statins, and prostaglandin synthesis, were upregulated, which was compatible with the lipid accumulation in the liver. Carbohydrate catabolism pathways and mitochondrial proteins (Cox6a/7a, Ucp3, and Aco2) were markedly downregulated, suggesting insulin resistance with mitochondrial dysfunction. We found that SERCA2 (ATP2a1 and ATP2a2) was downregulated in in the gene chips for LE2KO on HFHSD and confirmed that protein and mRNA expressions of SERCA2 were decreased.
Generally, ER stress is induced by depletion of the Ca 2+ store in the ER with reduced SERCA2 function. [24] [25] [26] [27] In the liver, ER stress activates JNK, which can cause insulin resistance and HST. 28, 29 Based on these previous observations, we assessed ER stress pathways in livers from LE2KO on HFHSD and found that multiple signaling cascades of ER stress, such as PERK, IRE1a, and eIF2a, were activated and that unfolded protein responses (CHOP and BiP) were induced. In the experiments using Huh-7 cells and palmitate, ERK inhibition with PD98059 decreased SERCA2 expression and induced an ER stress response, similar to that in livers from LE2KO on HFHSD, but this was only in the presence of palmitate. These results indicated that hepatic ERK2 protects against deterioration of hepatic insulin resistance via preservation of SERCA2 expression and suppression of ER stress. They also suggested that the roles of ERK in insulin signaling were tissue specific and hepatic ERK2, which could suppress ER stress, was protective against metabolic remodeling induced by HST in ORD. The present findings clearly showed that ER stress was induced in HFHSD-fed LE2KO. The ER is not only the organelle for Ca 2+ homeostasis and protein folding; it also regulates lipid biosynthesis and carbohydrate metabolism. SERCA2 and JNK was augmented. The decreased expression of SERCA2 in these mice, which activated the IRE1/JNK pathway, could be a trigger for hepatic ER stress and insulin resistance in vivo. HFHSD-fed LE2KO may be an ideal model for investigating communication between the liver and cardiovascular system. The body weight, blood pressure, heart rate, and serum LDL-C, HDL-C, and TG levels were not changed compared with the control. Elevation of serum glucose, insulin, and FFA levels can induce systemic oxidative stress, and as a secondary effect, such metabolic changes can cause impairment of endothelial function. In the HFHSD-fed LE2KO, the serum homocysteine and asymmetrical dimethylarginine levels were modestly elevated (data not shown), which may also contribute to endothelial dysfunction. [33] [34] [35] We consider that the release of other metabolic mediators from the liver may also play a part. Furthermore, HST with ER stress may alter the release of inflammatory and adipo-cytokines from the liver. The liver is a source of circulating microparticles in the obese, 36 and circulating micro-RNA in lipid particles from the liver may be another mediator of vascular dysfunction.
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We therefore believe that further research on HFHSD-fed LE2KO may reveal novel mediators of hepatovascular communication related to ORD. As mentioned, the HFHSD-fed LE2KO had multiple risk factors for vascular complications. Regarding the increase in vascular ROS production and endothelial dysfunction that we observed, oxidative stress has been seen to disturb NO bioavailability in the vessel wall through multiple mechanisms, 42 and inactivation of NO by superoxide and ROS is induced in many vascular diseases. 43, 44 Moreover, Nox1 and Nox4 were upregulated with no change in Nox2 expression in aortas from LE2KO on HFHSD. Nox1 can be upregulated by many hormones and cytokines, and Nox4 can be upregulated by metabolic stress and insulin. Nox4 can impair SERCA2 through oxidation in metabolic stress. 45 Although we did not examine mitochondrial function and ROS, the elevations of intracellular glucose and FFA levels are major factors in the production of superoxide in the mitochondrial electric transport chain, and Gene-Chip analysis has suggested mitochondrial dysfunction with downregulation of enzymes. 46, 47 Brownlee et al 48 found that mitochondrial superoxide together with metabolic stress elevated flux in several metabolic pathways, whose effects included O-linked N-acetylglucosamine modification, which is induced at Ser1177 in eNOS. eNOS uncoupling can be induced by tetrahydrobiopterine oxidation or eNOS monomerization in metabolic diseases. 49 Our results are compatible with these previous findings relating to eNOS dysfunction represented by reduced phosphorylation at Ser1177. ROS from multiple sources can cause imbalance in NO/ROS, a key factor in endothelial dysfunction due to metabolic stress in HST.
In this study, we investigated the protective role of hepatic ERK2 in an LE2KO model of ORD, which has many similarities with such diseases in humans. In previous clinical studies, HST in ORD was found to be associated with carotid atherosclerosis in patients and was a strong predictive factor for cardiovascular events in patients with diabetes. [2] [3] [4] [5] [6] [7] Patients with metabolic syndrome have a cluster of metabolic abnormalities that include visceral obesity, high blood pressure, hyperglycemia, and dyslipidemia, based on insulin resistance and accumulation of visceral fat, followed by the development of vascular dysfunction and atherosclerosis, resulting in cardiovascular events or death. The HFHSD-fed LE2KO showed time-course characteristics similar to those of metabolic syndrome, progressing from insulin resistance with hyperinsulinemia and HST with diabetes to endothelial dysfunction. The ER stress associated with reduced SERCA2 expression in the LE2KO will aid our understanding of the pathological implications of HST for vascular complications. We previously showed that oxidative inactivation of SERCA2 in vascular smooth muscle impaired NO bioactivity, which could cause vascular complications in atherosclerosis or diabetes. The downregulation of SERCA2 is a key event in heart failure, thrombosis, the promotion of vascular remodeling, and the impairment of angiogenesis. [50] [51] [52] [53] Thus, the preservation of SERCA2 expression and function could be an excellent strategy for treating cardiovascular complications in metabolic disorders. This study was the first to use an LE2KO model of HST, and the development of endothelial dysfunction in the mice fed HFHSD is highly significant. The findings suggest mechanisms of hepatocardiovascular communications. However, there are several limitations, which should be addressed in future studies.
First, we used hepatic ERK2-deficient mice, although the role of hepatic ERK1 in HST has not yet been elucidated. Systemic ERK1 deficiency was reported to protect against insulin resistance so the roles of ERK1 and ERK2 may be different in each organ. In cultured hepatocytes, the inhibition of both ERK1 and ERK2 with PD98059 aggravated ER stress ( Figure 5A ), suggesting that the overall activity of hepatic ERK protects against HST. Thus, hepatocyte-specific ERK1 deletion or ERK1/2 deletion may further clarify the role of hepatic ERK in ORD. Furthermore, the roles of ERK in insulin resistance in other organs have still to be clarified. Second, we observed hepatic ER stress with decreased SERCA2 expression in the LE2KO, but mechanisms whereby ERK regulates SERCA2 expression in the presence of FFA have still to be completely elucidated. While the findings of previous studies suggested that inactivation of SERCA is enough to induce ER stress, we only assessed SERCA2 expression, not its activity, because hepatic SERCA activity was lower than that in the heart or smooth muscle. Further studies using SERCA-deletion mice or gene transfer of SERCA may clarify the central role of hepatic SERCA in HST and metabolic remodeling. Third, we observed the elevation of serum glucose, FFA, and insulin levels in LE2KO on HFHSD. Other factors, such as (adipo) cytokines and micro-RNA may be involved in endothelial dysfunction in HST, but residual factors for its induction remain unclear. Furthermore, the mechanisms for the upregulation of Nox1 and Nox4 and the impairment of eNOS function have not been completely clarified. Fourth, the final end point in this study was endothelial dysfunction, and the impact of HST in HFHSD-fed LE2KO on atherosclerosis or vascular injury was not explored. Finally, previous clinical studies have shown that HST was associated with carotid atherosclerosis and cardiovascular events in patients with diabetes. However, mechanisms for the impairment of ERK function, decreased SERCA2 expression, and induction of ER stress in patients with HST were not investigated in the present study.
Conclusions
Hepatic ERK2 affected glucose and lipid metabolisms, suppressed oxidative stress and insulin resistance, and protected against endothelial dysfunction in a mouse model of ORD, possibly via a decrease in hepatic ER stress. The present study indicates that hepatic ERK2 can maintain endothelial function in HFHSD-fed mice and the preservation of hepatic ERK signaling, and SERCA expression could be a therapeutic target for cardiovascular diseases in patients with ORD.
